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m4:\t. DnaK 3 8 4- 6 0 7 ©St^M^^f EIT*^, ^z^-h^^^N 
Blank: :fUy^>iftj:V 



3 8 4-638 
3 8 4-607 
3 8 4-578 
15 ^^nfe^Sft: 

3 8 4-561 

5 0 8-607 



DnaK3 8 4-6 3 8 
DnaK384-607 
Dn aK3 8 4- 5 7 8 

DnaK3 8 4-5 6 1 



DnaK508-607; 

20 5 2 5 -6 0 7: DnaK5 2 5-6 0 7; 

-^«*$nfc^M#^ {a^^)yC^7.t^^ts.^) 
BSA : BSA f r a c t i onV 

25 0 7«, DnaK 3 8 1 - 5 5 3 0S:#::^jg<£^r0T^§, 

^9«, «^©Dn aK^^flc©:^T:/P'y^>i^Si^S:^T0Ti&-5. 
384-607: DnaK384-607 

3 8 4-6 0 7 (VAV) : DnaK3 8 4-6 0 7 (D4 7 9V, D48 
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IV) 

419-607 :DnaK419-607 
BSA : BSA fraction V 
Blank: ':fny=^>^fs.h 

mil\t. DnaK^m#:cD:/D^y=\^>i^3i^^^TiaT$)§, 

10 014^1, BSA. at}'^-(>. UA°-if, D n a K 3 8 4 - 6 0 7 (DN^i^fliJi: 

lai \i7.^-jyd' C^nXy (n a t i ve) ©Dn aK7^^p^> l>CD:/ny 
^>^^^©i:bt!^*^f. BSA (75^->3>V) «10mg/ml, nat Iv 
15 e Dn aK4 1 9-6 0 77^^^>hJiO. 5mg/m 1 ®^iS{;:llSLT. 
nSi«ji^{C:felt§H:K<i:bT^-r. BSA (y^i'-^a^V) {12mg/m 

1, native Dn aK4 1 9 - 6 0 7 7^i^^> h«0. Img/mlOii^ 

01 6«> 01 5(DifM{C^tt-l)X-i5'^l§l^L/t'fc©Tfe'g>, 

^t-^'^^^m-%>t.h^\z. -xmrnm-^iK^^^-^^. fs^-Dy^jwmmmzi:. 



wo 2005/003155 PCT/JP2004/009785 

4 

H, R, Y) tM7m7^ym (g. a, V, L, I, M, F, W. P) (D^^m-^ 

C. 1 0 0?5SJ:D^<©75ymckD?^?> 

(2) (1) ©:;^^}cJ;oT7.i^'J-->i5^$n;fc:/oy^>i^tg<&Wr§ir^;^i::/ 

#&^;'c:«li^>ni^« (0. 5~lmg/ml : 2 0mM Tr i s-HCl 
(pH7. 0) \Z^m ^«fcUfmJCliMbfcC7S/Jlil?f7;Py5> (F r ac t I o 

n V) 2'C'^io'cxA'>'snmzfuv^yif\^. mi^mt^nn; 

2. PBS (-) T2 5-1 0 Ofgl^lRLfcIE^t bM^^jDL, 3 7t:iCTl 
20 nmUVtzmz.. yW—h^PBS (-) (O. 0 5%Tween2 0) \ZX^W 

3 . mmmm\^tc^\i v i g G^mm\/^x^^mm\z^\y- v \z^m\.tc i g g 
25 (3) (1) (r>:^m\z^'DX7.i7^)'-:::•y^■^ntzfuy^>^m^^r^^sim,tl^ 

D 1. nnu-^\i.^^(owM^^)V't^y^—^^mm^yni7wmm{Q. 5~ 
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Img/ml :PBS (-) K^W ^^XSmm\zmmLrc^i^im7)VZf5,> (F 
Taction V) {CO. 0 Smg/mUztl^^o^MT^xm : 

3. IBtFel 2 S'CTfSfgbfc^t, ^I^S:l^*b. 0. 02% Tween2 

5 . ^fe<^"7-r h ^)-y-\zxmmr^xn ; 

G ^ffi^>/^^Ml?®ii^M50^,'>'>Jfil?t7;]/-/5>(D^fe©2. 5TOTT2b^, 

10 (4) (1) (D:^SfccfcoT7;^U-:=:>i/^nfc7*n^y4^>^*tg;^wr^M/^:/ 

15 fr^^fet-«iS'>A^J7K (0. 5~lmg/ml :PBS (-) izmR) ^XZfm 
mizmnVMi^jfsLmjJVZ^S.y {F r ac t i on V) ^WU, 2'C~10'C 

2. 0. 0 5mg/ml fcPigUfc^JU:t^:^jS^<-ifm<&»L, 3 7\:iC 
TlBtmSbfdtt::. yiz-h^PBS (-) (0. 0 5%Tween2 0) \ZX 

20 ^Jfe^T-SXe ; 

3. imm. 2 5X:TmmhTcmz. mm^m^l^. O. 02% Tween 

2 0<&-^tiPBs (-) rm^t^xm-, 

25 5. ^fi^V-l'iJ'nyix-hiJ-y-JCTail^-r^Xig ; 

I ^ffiiS'>Ai^M-T?0?i5tffl3{/^'^7>/jltt?fT;i/:/5>0^fe©2. 5^OTf fe-S. 

(5) (1) iZBm(D^WA, B. C<^?iJfct-^>;i^M*feM^@a^JiS^>/1 

(6) 75ymi3m»T5ym«^> ifAJClcfc^'bOTfife^Cl.hi&^i^t 
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(7) mm±mhv<\mm±m^^rh^ct^wwLtr^ (s) (da®®yp-/ . 

(8) THSP? 0 7r5>J-^5'>/1^MJ ^mr^^Ctt:9^mtt^'fUy^> 

(9) Dn aK^>A°/7Ma*T^§^:^^#i5[<J:r^ (8) \zmm(Dy''Uy^>^ 

(1 0)Dn aKi57>;^i^S|®-f5075y^S3^J^^*bfc^>;'^iJ7S|T^Si:t 
^Wmtt^ (8) fciEmoyny4^>^3as^®|^±bfci5^>;i^M, 
10 (11) DnaK^>Ai;n<D-^(D7^ym.mm^m^Lrc^>A^nx-$>'DX. 

(1 2) DnaK^>Ai7n(D~m7^ymmmm^hft^>n^nr$>'ox. 

'{>U<t%'N^mf)^'b3S 7Sa^l?.#< i:t)4 1 8#@ST075ym@3^J^^ 

.15 ^LrcZ.t^mXtr^ (S) (3|Bm®:/D>;/^>^^?;S^©|S]±Lfci5'>Ai^Mo 

(1 3)Dn aK:$'>Ai7 5|04 1 9~6 0 7»i^t075 yMi2^J;()^6>/^^ (8) 

(1 4) ATP as e Hp^-f V'bKti^O-gR^lt^Ul/tDn aKiS'V/ti^®©- 

TOii7ictt75y^M7K'l475y^MllbrcCi:i^#iJ[,hT^ (8) tc|fi«(Dy 

(1 5) ATP as e H^-r>'bb<«^©-^aJ$l^*LfeDn aKrJ'^Ai^®®- 
gP©75ymE^J*l^*Ufc^>A^®T^oT, 7^ym##4 7 9,J:4 8 107 
7.A'^4^>iS?£A*UC^fc:gmbfe (8) Jc:IBIfe©yny:^>^^J$©(pI±bfci57>A 

25 (1 6) Dn aK^>Ai^M©3 8 4~6 0 7#S©75 / i?i3^Jj{|i6>;fe D , 75^ 
iS#-^4 7 9i:4 8 1 ©7X/l7^>M«rAU ^tg^bfe (8) fClBmo:/D-/^ 

(17) lii'^±©|g7jcttKp<l'><him±(D«'l4H/-1'>^^T§yn'y^>//ffi 
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( 1 8 ) v^>ir^mm s Ad: D t)iRl±bTVi^ ci<^#^<J:T^efe^$nfc 
(1 9) 3^r^®:/oy:^>^{c:feViTBSAtl^^©:/n-/^>i^^^^^rj;5 

Mn§j:<i:^#it<i:1-^ (18) fc|Bm(D«$n^cr$'>A^Mo 
(2 0) i57i7@a2?iJ<£^1-^;i<!:^i|fii[<hT'5 (2) - (1 9) OVi-fm^lrlBmOiJ' 

(2 1) ^^mti^\^7s^i^>^^. T;i/h-XAM>X'i'>i?'yo5"'1'>(MBP) 
10 iS'y, ^;i'i$'g^:t>S h^^X^x^-if (GST) F 1 agi^if\ My 

f-i) (2 0) (Ci2mOjS'>Ai7R 
(2 2) MmtlSrffiViT (2) ~ (2 1) ©ViTtld^lCgHmro^Wl^ll^^ig-r 

15 (2 3) -kmm^m^^x (2) ~ (2 d (D\,^•fn^)^ztm(D^>A^m^±M^t^ 

(2 4) MBaiS7>Ai^^-^^S§ffiViT (2) ~ (2 1) OViTnj0^fciB«|(^jS'> 

(2 5) imxm^m^:Lt^^mtt^ (2) ~ (21) m^-rnMzw.m(D^> 

(2 6) (2) ~ (2 1) ©Vi1"n*^{C|Btfe®d7>Ai5'S^:/Oy:^>j^. ^^-fb, 

(2 7) (2) ~ (2 1) (D\^-fnti^\z^m(D^>/^^n^'^^'t^':ruv^>'^u. 
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':^uy^>^^n^^t-A^!j:<nt>nx\^^^c ^mmmz\t. ^yn^n^^mz 
ib. ^y)Sk\^^fuy^>^Mi!)m\zMib^nx\f^^m^m^xi&^o ^tc. mmm^ 

15 (i)^^)7.^u>m9 efi^u-h\z':fuy^>^m^m^rc^^^>/'^^Mmm^ 
(2) (1) ®^^i^su ^^htciihskm^mmh. -o^rL^-h-r^o 
( 4) h ^mwvrcWi. it^mz^^oimmmzm^Ltc i g cm^it^t-r^o 

ii(D'^m^'E>m^(Df)\ mmiLxrcmm\mrcu-^nx^ibr. ~mz\t^(Dm7m 
25 izmmLx\^^^cti!}mm(D^z>\zfsi^x\,^^, 

SS6<)Ti^7KttT5/mO'^a55>^itiViJ:i:)&«ae>nTVi^P s e udomon a s 
aeruginos a ft5fe©U /1-1f<l:yn 'y ^^^Ji UT^ffl ^<7)^ayi7m^ 
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mt^mMt.^u^y^>i/mt\tmmt$>^f)^.-r^xxitm^t^^o^tx^^o 
'\£\z^>/'^^mf)mw^m\zmmLrc<it\zmmiyX^^^tm^-^n^. 

*^BjT«, m^^j^jnthx. 77.ny^ym.. ^)v^^ym.. uv^x b 

15 7;V^n>, 5'ne»<!:j£«Lfco ^fz.. »tt75 7 m<h LTti, 

h'J:/h77>. :/nU>i:^ilbfe7&>\ ^7Ktt75yitl?H I s. Tyr. «|#{CT 
y r M7ictt>5>^€<, 1^71^1475 7^^0 1 y, A 1 a, #frG 1 y MTlcft^O^iSVi 
i#;ten> M{cm^{Clt«^Jtfe-ti:T^?l'J-r^fcae)}CfJ, Ty r l y 
20 bTtf#U» H}'iff^b<«, Hi s, Ty r, 0 1 y> Al a ^l^^bTtf^f^ 

,h ^ Viigm*«# ^ c ^: t) ^ <5 c * fc. ^{c^t-r/n > i5f t6(Z)esc^ (cicfe t> . 
uv^y^^^w.'t's>sK {yff-y)]/^^^YU\^) h^y^^ati^^y {y^^ 

c?fc{t^M± m7Y./nim\ t-^mt^f)^. BSA(DN*^#j®^7K/i^7K^« 
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ij^^o a*i2f-1'>T«. N*«#iO. 8 8, C^mmo. 6-4 ^i^D^©^«0 . 2 

4T-c5-:5fco — Z^Uy^y'if^^TT^'^fS.^^P s e u d omo n a s U/N°— 
if{w43ViTtl, N*jlig{liO. 3 9, C5(5j^W0. 4 4 t^<Dmf)^0 . 0 STa&O 0. 

^7jctt^5i'a)^7lc/iS7K«0. 5~2. 0, .k»9ff*b<«0. 7-1. 7, $ 

10 ^\z0^L<\to. 8~i. STab^c 

i^7Ki4g|5:J3'(D«/i^7K^^iO. 2~1. 1, J;D$f^b<^iO. 3~1. 0, S 
efcff*U<«0. 4~0. 9T2b§o 

:^>/'^^^SI^fi^O^7fc/i*7KTO0. 4-2. 0. Xr)tff-^V<\tO. 5-1. 5, 
$e.lCff^b<«0. 6-1. OT^^c 

15 m7i^mmtm7m^^(Dm7K/m7m(Dm. mMim \m^h<\to. i-o. 

6, j;0^[f*t<(iO. 15-0. 5, $e)(C«^Sb<«0. 15-0. 4Tafe§. 
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llC^Li^7jctt^^0. 3~1 0, Jif^b<«0. 5~5, $e,Jc:$F*b<«0. 7 

10 r^(ox'\m<. m7m^»tm7m^M2-D\zm^t\^^orzn(DMmr$)^o 
m7i^^u^tm7i^mm(D-^x\fm-^^m^^^r^m^. m^^tEt^m7m^ 
^/m7m36^(Dm7i^ym7m\it. ¥i^mtLx^n--^n^. ^rc. mTH^^^^. m 

15 ±xh^o Tzfc. 1^ >/'^^m(Dmmt^^^^-oT\,^fs.7!)^-:}rz^ . mmmfsim-^izii. 

20 xKmvx\^^f3ii^-^m^^^^t&t>n^ot(Dy7if^~(D—o\t^^mx^^t 
7 mmm±ii^(D7 s. ym^mm^ i o o mm&.±x^^ ^ t ^imh. y^-k\^<\ti 

m^r)ti.:b. ^tc. ±M\t2 0 0 0 75y^^STafe^^i;OW^b<, J;DS^^b 
25 Vi±gg«l 5 0 0 75yi?^S, Se»{C$f^bli±|5g«l 0 OQT^jmm^xh^o 
^7lctt©BP^^fcfiF^-f >©75ymictt. fi^*L<«3 0 75/m^«iJJl±. J: 
0^*b<«5 0 75y^^»£;^±, $e.f3$fSb<tt6 0 75ym^sij;±. 
$f^b<^j:8 0 75y^^S£^±T*D> $?^b<Hl 0 0 075yi?3SS£^ 
T> cfc«9fi^^b<tS5 0 075ym^S£J^TT-&ao 
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=tD$f^L<«5 07^ymnmu±. $e.OT^b<ti6 07^ymBM&s±. # 
\z»i^v<\t8 07^ym^M&s±r^r)^ ^fc^ /ffSL<tJi 0 0 or^ym^s 

hrzoZ.<Dmik\Z\t.-Xl^m(D\i-h-y3y^^>A^n(0~mX'^^HS? 7 O (D 
10 naK) (DSKI§'&H/'l'>^fflVi;^c, Cl^^^'WI^M (DnaK384-607) 

c:<Z)^>A°i^K (DnaK384-607) ij^^Uy^y^r^^^^-t 

^Zr-'AlZ. Dn aK3 8 4-6 0 7 (DM^ Oy'^) —-^ a >5. a.—^ > h^^UL. 

^leI^Wbfc:^S#:^^6fC^Ufc. :^I^^LfciS^>A^7M«, DnaK 3 84-6 
38.DnaK 3 84-607, DnaK 384-578, DnaK 384- 
561, DnaK 5 0 8-6 0 7, DnaK 5 2 5 - 6 0 7 (D 5Um.X$)^o Z 

fz^ynif%^^\^xm^^^'ox\^'^ii\ ^ ^m'^^\^ivb^(K>^m\-m^\^it. 

^wmms. v ^ tc iii^<d^^;o?# ^ n s ^: <h \-mm vx^^ mmm 7 ) , 

mmo^^. a^^Jyi;7.m7t<D-UmHrcDnaK 3 8 4-5 7 8, Dn a 
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K 3 8 4-5 6 lt&-y-hm^^^Va^Vyi77.m^(DP^-A^^f3i^tmt) 
n^DnaK 508-607, DnaK 5 2 5 - 6 0 7 <D7*n 
mz^ft^^tfi^^-fy^^rc (05). DnaK 3 8 4 - 5 6 1 JcMUT«, ISfc 
^tlfCifiViD n a K 3 8 1 - 5 5 S(ONUR\Z^^±i^mMi)^^<o'A^tfS.'DXiBr) 

cn^(D;itf}^i^&rf<D^tf)^7F:m-^n^o -rfsit)-^. (i) ^ay^^ry^m^^r 
10 yni^m\m z \zm-^ o \zWi7m^x':fv~-v\zmmL. wm^^x':rv- 

m^M.O^^^^Uy^y^^^^%WLX\^^}i^X^Z.ti)^X^^ti^ibXh^t 

-'WLm\z. ^m>^=L-7—yB>uE\z^ri2)mm)mm-^^tx. ^yn 
^%.<om-^mfi^t>n^ z. tfim e> nx^ d , ±<dd n a Komt^ e. ^^tk h ^ ■< > 

20 ^n^l 0 OT^y^^O^S^.hJ^'l). J:oT, :^mmt{>rji<thl O 0^«J:f3# 
T § fr^ y □ =^ > ^J^ffl > A° K ^ «^5>iB^J ^y/'^^M^Ts^ ^--y^-T 

A. ^yni^m.<D7^jmmm^2^h. ^n^nomymT^^m.i.'D, e, k. 

H, R, Y) iiS7Xtt75ym (G, A, V. L, I, M. F. W, P) O^^m-^ 
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c. 1 0 o^s«kD#<©75y^ctD;^§ 

>, Rfi7;i/^->s YJi^Pv-X G«i^>J>'>, A^i7^r:>, V«AU>. L 

%jmz.\tm^ir^mis^'h^f>\ imm:.^^^x\i,. ^7x1*75 ymtux, 7xn 
25 y^j^mr-^mm^^. ^ny%JW.'^^^%m-^\z\mB^'y%jmmm 

%^(C*3ViT«, GENETYX (V7 hC7X7|§!fil**iC#*t) SrfflViTfrofco 
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f^^mtz.t'mi^yntim. (5 0~1 0 Omg/ml : 2 OmM Tr i s -HC 1 

(pH7. 0) \mm ^^unmmm^rz.^ymjyv'^^y (fi ac 1 1 o 

n V) ^^JPU 2*0-1 Ot:-C4~5^iayDy4^>i5fU m^Wmt^lM 
2. PBS (-) T2 5-5 Oflg^&|RbfcIE^khjfil?*S:^JPL. 37'CfcTlBt 
10 mMLfcmt. >^l/-h^O. 0 5%Twe e n 2 0/ P B S (-) {ilT^f 

E. 'm^^y)\omx(b%^-b^^y^m7)^/':f^y(D%^(Di. simr, if?^b 

x-^^^ts^)7.^uy-(j^y^-(^-:/u~h o 6^x;Vi5'-f y) 
20 m&'v^m-^n^'^^j7.^uym(D9 e^:Ljv^^':f(D-(Ay^-(^-zfu-h^ 
mt^. mm^yAc^mm^u:&mrmmi^fth<D^m\f\ Si^6<)fc2 omMT 

r i s -HC l(pH7.0)T50~10 Omg/ml i;^?>c}:5 lc:^&^bT:fe<. 
|elB#OvM7;i/y5> (BSA) hmmzmni^riiK. BSA«S I GMAtt 
^;&^6rtTM$nTVi^F r a c t i o n V^MV^-SJlii/O^T^-S^ ^fclwICtttgT^ 
25 §®-r2bnti, #{CF r a c t i on V7?^<T'b^Vio y□y^>^^i2~8\: 

¥MitMm^'C^^(Dl:PBS (-) -e2 5~5 Ofgt||f?bTMT-S(D;^^'^Vi, 
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v^o m^it. -^uv^yif^ 1 0 0 jLi 1 xn^Tc^^\t. 5 0 /Lt 1 (D^W^Mmmm^ 

mmz. 3Em\zinfiiKm^rf^fz.^. -^^moo. o 5%t 

5 ween20/' PBS(-) JCTiJfe^&ff "5. 3lEl£il±?^(W^b<, Mid 

0. OlM U^MA^yyT- (pH7. 4), 0. 1 5M NaCK 0. 5% 

)V:t^i^d^—\£^0m^UMthX\t. f-h^^^)V^>i>i^> (TMBZ : 3, 
15 3', 5, 5'-Tetramethylbenzidine) i^W^KfflV^en 

^^o^^mm\t. mtts.^^ :jc)V(D^ytm-fy^^m^^^t>f3:\^^mmio . 5~i. 
5) \z^^^o\zt^mm^L\^^. ^mm^m^rz^-tit. jEhifMrnm^nu^^^ 
(Dx. asT^o sfc, ±mf^^m\:xt£^^<yu-h^^m-^'i^fsi\^^^^izi.ti 

::(D^^\zhxniE>nftm\t.m\/^^E':fuy^>^m^f)ij^\,^z.t^mvxid^. 
:^mm\Z^^^X\t. BSA0fii©2. s^sxTom^^htzm-^. :fuy=^>^m^ 

^ y^'i^w^rziim^mm^ y/'^^mm-^miiz^vrz^n'^mrzL. ii^^. 2^7 
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>?>(TMBZ: 3. 3', 5, 5 ' -T e t r am e t h y 1 b e n z i d i n 

y^m^^-rm^tfsi^o :i:ixm^^^^)V:^=^iy^-'}imm(ommt. o. osm 
•t^t^f}iBs^uwm\zmi)^^o <}v-t^->y—\f0^mt. pes (-) Tff^Ji 

15 oek±f}m^v^\ 

^^t\z^y)s'$'>A^^hh< \t^<D^^mm^ ynf7^(0':ru y^^y^^m^'m 
x§jmt\,^o^tx^K>. mz^^nx^^^^>/-^^wx^^'x^§i\^\ ^tz. 

25 M<D±i^mm^mt-^ii^rMz, r^ymm^iom^'p^xua^^^^^x^y). 
m7i(^^f3:mm\zmhnrcm7i(^m^^^>/'^^M^m\zmm-^n^ z.tuE(D-j5mf)'^ 
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':fu v^ym\m\zmm^tm^\^x^mm\'^mm\t\^xm v> e>n§ 
5 :itit'i^<M^m'^(Dm\fmm^-^-^ti.\^^yn^mwnmz\mhx\,^^h 

H S P 7 0 7 7 5 U W1i^Mft3feO:57 >;ii^^*W^ L/ < ffl e> 

10 fc, iff^b<tS, ATPa s e Fp<-f >^|^*brcH S P 7 0 7 7 5 U ^A'i'S 
®«KM^Hp^'r>75W^b<ffiVien,JgfCiff^b<«::>v:Jg®©ATP a s e 
-r ><£I^*bfcD n a KiJ' >Ai7M©SS5e'& hV'T >J&«^ ^,nS. D n a KiS' > 

2is:^Bjjcffl v^§H s p 7 0 7 7 5 ^)-\zmt^^yn^m.t.\^xu. m\z^'&\tu 

15 ■Xmm(DD n a K, P^lffllSK t^ffiT-S S s a 1 p , »5 h 3 > H U 7 

lc#&-r^ S s cl p , #«/jN8a^!|i{C#St-'5K a r 2 p , Bi^LMflSKtci^^ET 
§ H S P 7 0 . ni?LIS/jNfla#}c:#ffir ^ B i p > iii?L^5 h a > K ij 7 Jc^fef § 
mHs p 7 0 :feJ:t;?fii/3'y^0DWtlfCMbe>-riI^6<JtC^mUTVi?)HSP 7 

0(D>iN^Oi7T^§HSC 7 OUEt^^WR^tl^oViSV 1 0 7 75 U 

Wi'^m-t)^);tmm^B3Xh^t\^^Pi^oZ.o)^y/\i7%\tQ 3 8 75yM5&^e)^^$n, 

1-3 8 5#i©T5yi^.i;Dafig$tl§ TATPase (ATPM^) Hp^'f>J 
25 <t 3 8 6-6 3 8#g075 7 ®!J; D^^jg^tl-S ragife'& H^'f >J ^^^J^CoTVi 

§ (El 6). wm^m\zi:>na.K(D^yn^n(owm^. t.rcmn^n2\zmB^ 
^z.ti)m^nx^K^. ^fc. ^y/-^i7m^^(D)t^&;}wm\zm<rztb^Ki^'Mum 
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y^-^>^-tf{^nifi^^^t.^'^hnx^^ (Proc. Natl. Acad. 

Sci. USA (2 0 0 2) 9 9. 1 5 3 9 8 - 1 5 4 0 3). ClOD^^^?^ 

©N*)^§|5^^i^*bfeDnaK 4 1 9-6 0 7^, iS i^- h±©^7Xt475 
15 ^i^TKttT^yigJCgMLfcDn aK3 8 4-6 0 7 (D4 7 9 V, D481V) 
\z-:fuv^y^'^'^(r>W^^Un^^mib^Z.t.i:(^X^tz. (09). -^HI^^C, Dna 

K 419-607 \zmmn.'^nv^yn'^<n>isi}L^w^-^z.iifi^^%rz.. z.(r>^ 
yn^mt. m^'X7r^vfz^ois.mx':ruv^y^^7^hx\i^^tm.^n^o -tutf 
ma^^Y y(Dmmmt\^tz^tx\ mym^ y(Dmmm\:\^. miy. 

20 ^)^^^y(Dm^'&ifi^±.htzZ.tifi. ':rUy^y'^m(D^±.\Z'Dl3M'Dfct.^7i^ 

^%mx\^t. zruv^yifmo\^±t.n.. mm^^yn^mzr^yfmmm. xu 

DnaK 419-60 7T©^:^;{/^®#T'afe^fcas^M(CPb<#^-r-5<i:, 
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'b4 1 8#a*T©75ymEmi^*bfeCi<&<l#i^i:t-§yn7^>:J^^^O 
l6]±UfeDn aK^^'^/li^STfeS. $e.(C^*t<«, Dn aK:$^>/1^^©4 1 

10 9~6 0 1 ^Wi'^xo^y ^ jmWMti^^fs.^^ yn^^x^^o 

^tc. ATPa s e K/<>'bb< «^0-^^lt*UfcD n aK^> 

y=^>i^^^©lR]±bfci$'>;ii^«-C^S. MlcPb<«. ATP as e H^-T^t) 
15 >A°^S-trfeoT, 75ym#^4 7 9i4 8 1 ©7X;"^^^>m^nU >tlBmb 
>/1^®0 3 8 4-6 0 7#a075/mSB»6;^O, 75 ^^##4 7 9i:4 8 

hL<\t^ >^'^^n<D^^mn^mmi^ft^. ±iz^Lit^ 5 fsi^m\z^ d . ( 1 ) 

6 0 7^1, ^5^m(D':^tiy=^y';fXDn aK3 84-638 58. 8%(Dy'Uy 
^>ifmmx:^^(D\zMV. 87. 5%(Dm^X':ftiy=¥>^f)mt>nx\f^^ctii^ 
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10 t^Wto 

mmUl^B S Ad; 0 'blS]±bTVi^ :i t S:#^iTS?fi:^$nfciS^ >A^nT&^o S 

fsi^^. mmm 5 ^^ummm 7 ^i^ufc^^jsw* b < ^ e>n. i g g^^^jv^ 

ffofc^, PBS (-) T^mUfekhM^^iraU 3 7t:- 6 0^m^>^ju^ 

Em-^'^. mm^. tmb z om-^^z^Ki^wmmmiytz i g cs^sj^t-r^o ^tc. 

1^04 o~ 3 2 o^g^TftiR^^jSrf^fiKb^^n^no^f^^^i 0 1 

9 6 ^u^u-h izj^^^^o m^x 1 mmnm.Lrzm\zmt&^m^L. 

0. 02% Twe en2 0^#tyPBSW^1fj5fe#1-§« c:©i5fe^^f^^6|El^ 
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Vio fe*M®M«, O. O 5mg/m 1 50W^t<ffl 

\zm)'^-^. ^;p:t^>'^— PBS (-) Tfr^^ii^&w^bViT&s, mz. 

10 ^fe, J:©|||i^f!ltI^ViTti, 0. 7mg/m 1 (DDn aK4 1 9-6 0 7 <i:3TO 
mznmo^^Uv^y^^^wrf&SKiiX^Xl. 4mg/m 1 ®BSA (F r a c 
tion V — ^ly^ihM (C o d e : A- 4 5 0 3)) (^>Ai^gS 

\%. 2 OmM T r i s -HC 1 (pH7. 0) ^PBS (-) 50«j?^b<ffiVie>n 
20 *^BJ tCffl § ^ > A- ^7 M b < «^ >/1 M 7 ^ > h HiS' W bTV^T 

fro^t. ^^iilyX\t. \i:^^z^>^^. GST (i^;i'i5^5^:t>-S- h^>X7x 
^-if) MB? (v;!/) — XA-r ^x-Oi^yOT^-r » ^57//, f 1 ag^^, 
Myc^^\ TAP (i5^>xAT7^-x^-triU7^y-i/3» ^ ^UE. E 

$e>t^^-e«a&-5*«> ~Wimz%^nx\>^fs.\^^ ^^^^ ffi^tors/mffi^J^^ 
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9- 6 0 7N©N?|?>«(Cti, MRGS©475ym}0%Jn$nTVi§. ^Tc. ^^ffi 

15 t\z^v. ^^Lxi^^^mmm^^m-^'^m^^mwx^^. 

^m'^mxib^. m\z. ftm.R^^mm\yimWiiy7.'r2^x(r>':ruv^y^nt.hx 

omm^±^<. EL I SA. ^mmm^. ^jL7.^yy'uv7-^y^i^E^(Dm 
20 mttmrnx^^t^^n-^n^, im. ^m(Dmm^^^^'^^\zhrcK>. el i sa 

(E n z yme — L i n k e d Immunosorbent A s s a y) 'xcOjiS 
^©pJtgtt^'^i^ci:^:^, ^l^fc^j!?;^^*^#TVi§ (012)0 

:^%^m~mmmm\t. .DnaK419-607 ^-^WT^t/a ':/=^>i:7'^iJ. m 
25 ^nmo—mmm^t. Dn aKS 8 4-6 0 7 (D4 7 9V, D4 8 1 V) 
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mmmi Mites' >A°^«©x^u-n>^ 

^^V7h : GENETYX (V 7 hC7XT|i^:»^^^i:) ^fflV^Tfrofcc J1©V 

5ym®|»:S:GENETYXfcT^tHb, 5^*1475 /^^W. 1^71^1475 
10 i?)fc0;5)^llH 3*5j:Z^01 4Tcfe^o dilT^t, GENET YXcD^tttdtA^Vi^ MtK 

o-fi/x -rvo-rv'>, ^5^:t->, 7xx;i'7^xx huyh77>. :/nu 

15 

Dn aK7^^y>h®^P-X>^, 

tCJt^#|§m©KOD-P 1 u s -<£:fflVifeo:S:{*:WlCDn aK 384-638(D 
20 ifiiifca, 5 0 M 1 ©K^SI^*, MJiSfflA*>y7 7-. ImM M g S O 4 , E^iJ#-t 
3:feJ;t;4lC^-r:/^-r'7-<&l 5 pmo 1 e , 4?'J 1 u n i X^XXPX 
li®DNA 1 0 0ngi:;^§J;>5le:iiMb, 9 4'C • 2^rBlC[)^, 9 4'C- 1 
5 St:- 3 0I3>, 6 St:- l^(D1f<i^;i/^2 StUfroi^Co ^fcTO^c, Dn aK 3 
8 6-5 8 6©iti|iM}C«iB^J#-t3:feJ;t)f4{C^bfe-:/^-rv-&fflViTiiilil^fT 
25 Ji>liUfcDNAirm»fi#mBamH I (CTtmbL, pQE 3 OODB amH 

I -Sma h'\^D-->^Ufc(KOD-P 1 u s -(Cj;oTiii|i$nfcD 
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^) •kmXit^Z.hi)'^-^^^. ^:0J;5}c:LT, ^Jgy^xa HpQE-Dn aK3 
8 4-6 3 S^f^mUfco 

^yn^m^o^m^ ' mmit. m^i-^rnxLtc j m i o 9 ^LB^m\,zx i e mm 
mt'^mmh. mi^^m'L-^mmz^r)mi^L. 2.omM Tris-Hci (ph 
5 7. 0) ^mm. m=^WMW^n^rc^^ is, ooor. p. m. {cTio^^^rai 
Wim^mm6m^m^^x^>i>vxnibnrc±m^m^^xn^rco Mwmzu. h i s 

-Select HC Nickel Affinity Gel (S I GMAft 
m) ^m^X. mmV. fti^«I{C2 0mM Tr i s-HCl (pH7. 0) 

10 Li'cy^^^y H7:t-Hfe^fflViTffofc (B I ORADllt, B i o-Rad Pro 
tein Assay^^yh; 5 0 0-0 0 0 6). 

C*»SDn aK^^D->(Df^m«, M^J 1 irf^Mbfcp QE-D n a K 3 8 4 
15 - 6 3 8 ^^M^UTfflViQu i c k C h a n g e ^^fflViTifS'CDi^mtX h 

H>^»A'r§c:(i:(CJ;Of^Mbrc.^l^f;:«Qu IckChange sit 
e directive mutagenesis kit (stra.tagen 

e-^m ^m\f\ ^<Dmx>m^mmm\zm.^xmm\^fz. ^n^n(oj^m^u->t 

^niC^ffl LTz-fy-f •^-mm(Dm^^t>ii^^y\Z7^'ro DnaK 384-60 
20 7 : mm^^ 5t6. DnaK384-578 : gB^J#-t 7i:8. DnaK384- 
5 6 1 :Sa»-^9 <?: 1 0. *;^c, Dn aK 384-607 (D 479 V, D4 
8 1V) JipQE-Dn aK3 8 4-6 0 7 ^mmtLXm\^\ iB^J#-^l 1 1 1 2 

25 

^mM4 N*»*Dn aKi^n-XDf^S 
^Mm2X^mLrc. pQE-DnaK384-60 7 ^mmtLX'AlZT^t^y^ 

-^-^m^^xp cRmm^n^\ mmmi\z:i^mzm'DX. pqe 3 o^^^-ob 

amH I -Sma 1 1)-^ h\zmXLrzo^mhrc^u->tm\^^rz':fy^'^-(D±y 
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h\mT<Dt^K)V$>^o DnaK 5 0 8-6 0 7 :SB3?iJ#^l 3t2. DnaK 
5 2 5-6 0 7 :@B^J#^ 14<J:2,DnaK 419-607 :@3»-^ 1 5 2 . 

5 

10 -^mtbXit. 2 0mMTris-HCl (pH7. 0 ) Mi^bfcB S A (S i g 
matt. F r a c t i on V) *3j;t;#a^S#:D n aK+)->y;i/ 10 0/^1^ 
Ji^UX5"lx>M9 6'i7x;KA/yi/-h (Co s t a rtfcK; E. I. A. /R. 
I. A 8 We 11 Strip) 4'C{CT4 W#SL;^c 

5 0 M 1 3 7t:{cT 1 mm^ >^=L^- h bfco 200 h 

l©^#tK(PBS (-), 0. 0 5%Twe e n 2 0) (c:T4IlIi5fe^tt, MM 
(0. OlM PB(pH7. 4), 0. 15M NaCl, 0. 5% 
» T«bfc^;i/:t+->i$^— t?«tn;h: h I g G^i^ (Jackson I 
20 mmunoRe s e a r c hliM) 5 Om 1 <£#'i'x;Hc»b, 3 7'ClCTlTO 
<>=^i^>-hLfco #'^x;Ui£:2 0 0 M 1 (PBS (-), 0. 

0 5%Tween2 0) \ZX4mm^b. m^UM (t^ h 7P^5^;i/^>>^>^> (TM 
BZ: 3. 3', 5, 5 ' -T e t r ame t h y 1 b e n z i d i n e)) 1 
0 0 iti 1 mm> ^tlT*5^PH^^fe$1i-m 1 NM5 0 1 ^iPAMJiS^^^ih^-li- 
25 fc. E L I S AU-3^~lCT^jg:fi4 5 0 nm, Mfi6 5 0 nmizxm^ 

^•f, 0. 7mg/ml (CpKbi/tBSA, DnaK 3 8 4-6 3 8>Dna 
K 384-607, DnaK 384-578, DnaK 508-607, Dn 
aK 5 2 5-6 0 7tc:c»ViT, ^mmxCDZfUy^y^^m^M^Lrct:!^. E 



wo 2005/003155 PCT/JP2004/009785 

27 

SJC^fJc-StC, BSA, DnaK 3 8 4-6 3 8. DnaK 3 8 4-6 0 7J^; 

/6^^fc^D->li. Dn aK 3 8 4-6 0 7, DnaK 3 8 4 - 5 7 8 tOl^T 
a'vU y^X<£^iJ-3fe^O-X Dn aK 508-60 7, DnaK 525 
5 -6 0 7«j8'>-h5^^iJofci^O->T^D, Dn aK<DSMi^'&K;>^-r><^fflV^S 

'AiZ. i3>'-hfB^Oi^7jc14*f&l±$-tirS@6«ITf^^b;/t, DnaK 384-6 
07(D4 7 9V, D481V)i:DnaK 4 1 9 - 6 0 7 (^n^no . 7m 
10 g/ml) tmMS.(DBSAtDnaK 3 8 4 - 6 0 7 > h o-Jkt UT, >^ 
□ >;;4^>^'4B#r^T®:/n-/^>i/^^^itl!^bfe, ^©i^^, DnaK 384- 
6 0 7 (D47 9V, D481V), DnaK 4 1 9 - 6 0 7 ife^d, l^jggCD 
BSAJ;Dfeyn'y^>^^Wli5<,#(c:Dn aK 4 1 9-6 0 7T'ii^7?2&o 

15 55iC,±fH||^-e*t)?im©iti/5^ofcDn aK 419-607 iDnaK 38 
4-6 3 8, BSAiCOViT, ':^ay^y^m^t':^Uy^>-^4mmU'V(D^Uy 
^^y^^mz-Dl^^Xm^tCo ^(D^^. O. l 5mg/ml©DnaK 4 19-6 
0 7ttl 2mg/ml©BSAiDt):/Dy4^>i5f^m/0«^^TabD,#^{C<£^gg? 
T7*o«y:^>^^iJ<i:bTMBTtg-ea&^3:.J:/0^*^l^$n;^c (mi 0). 

20 m^\Z. St, ±IBIIi^-e*t>^^©]i5;&^-p;rcp naK 419-607<»:Dna 
K 3 84-6 3 8, B S AlZ-Dl^^T. ^Uy^>ifmmt':rUy^>^^^\Z-Z>\,^ 
T^W&froi^Co ^>A^K^^«, Dn aK 4 1 9 - 6 0 7 i:Dn aK 3 84 
-6 3 8 t-:?ViT^iO. 7mg/mli:U, B S Af^±|2MftT0. 7mg/ml(D 
DnaK 4.1 9-60 7 tm^(DZrUy^>^^Js^^7F:Lrc2 . 4mg/mlTffl 

25 vifc. -e©^*, DnaK 419-607 o^u y^^i^^zmt^mmni^mmmz 

fc (011), 
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mmm e fay ^>^9M (e l i s a) 

t hJifl&iBtttiiM (C a r c i n o emb r i o n i c antibody: hC 
EA)OEL I SAiy7.'TA^m^XDTiaiKyyif:^>h<D'fUy'^>ifmtLX 
(D^m^^^t^htco l^t. irChCEA M o Ah ^ S 0 mUmmmmW. (pH9. 
5 6) Tl 0 M g/m UCW^, 1 0 0 U I T.^UyMd 6^ 

yi/-h (Cos t a ; E. I . A. /R. I . A 8 We 1 1 S t r i 

p) 'vram. Six:- immwrniyfco ^m.^. m^m (pes (-). o. o 

5%Twe en2 0) 1 5 0 m 1 fcT 3 Hl'^xJl/^tlfe^bfc^, 'fUy^m^2 0 0 

10 2. 4mg/m 1 CDBSA (2 OmM T r i s -HC 1 (pH7. 0)), :^3j;tJ?|WI 
mommmizmMhTzDnaK 419-607$:^^^, y^>i7ti2 0mM Tr 
is-HCl (pH7. Om^rco ZTUy^mmm^. 0, 2. 5ng/ml, 5 
ng/mUCfg-f^L/fchCEA^^ ('T A/ 7n-^ : Sr5 0 m 1 -cJo^ 

jnu> 3 7'ctcTi^rBK>=^:i^-h^> 1 s 0 fi KDm^mzx 4mm^nmL 

15 fc. -e©^, SM^}C«bfc^;V:r=^>':$^-«ifeirChCEAin;^ (^A^yu 

-y-.-Mwmm ^mm. 3 7x:-ih^;s^. ■^i^\zm^m(FBs (-). o. 

0 5%Twe en2 0) 1 5 0 m 1 iZX 3^^:xu)Vtim^Vrz. 'A\Z. {"r 
h^;^9^;l/^>>^v^> (TMBZ : 3, 3', 5, 5 ' -Te t r ame t h y 1 
benzidine)) 1 0 0 m 1 ^l^JPt^ itT^UT 3 7'C. 20^^%^^"^ 
20 Tto mmz. Kl^^W±M (IN H2S04) 100^1 Sr^JPb, H-fe®^^^ 
4 5 0 nm/ 6 5 0 nrnTSU^bfe. 
■e©^*. >^9>^T^i^B!J^©Eilltt/&^^^nTVi5©^C^U> Dn aK 4 19 

-6 0 7\tBSAnmz^m.'i&(D^\^^mi^m^n.if-wMODn&K 419-6 
QTt)^^m.^ti^m'^\z^-Y^mmi^n^^tifi^^titc mi 2). 

25 

%im\7 yiT.^f-^jy^^n.X^ (na t i ve) ODn aK7^i^^> hOt/n^;/ 

^JS^?iJ 2 ~ 4 -elS^ L D n a K :7 ^ / > h Vi-fn 'fe^31^i^ - p Q E 3 
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5 aK419-60 7 tr^Mi UTfflViQ u i c k C h a n g e ViTP?^$&n H 

y(D'^^^f)^^\i7.^i^y^^^'^tsDnaKmm^r<D7^>^m^wmvxi^m\^ 

tco ^^\z\tQ uickChange site directive mutag 
enesis kit (s t r a t a g e n e&M) ^fflV^, t;^5^v?>i$'if<0± 

10 t(Dp.(Dmm bfc:/^-r -^-mm^mmmn i e , 1 7 ^;:^To mmm 2 izh^vtc 
m^^^vrc^u-y^n^z.ti}ix^^o 

^<D%m^^i^-itpQE-Dn aK4 1 9-6 0 7 N(i:^^L/fec ^fen a t i v 
15 e?^j:DnaK419-60 7 y y ^ )^ y h <DmU\t. c:(DpQE-DnaK4 19- 
6 0 7 NtCT:^liM J M 1 0 9 ^?^®fe^Lfc?^K^^#:^m«LT®^#Ufc. 
•tt^t>%. ±mMJMl 09 (p QE -DnaK4 19-607 N) ^10 Omg 

/L<D7y}dz^vy^^tshuy^ yi7-:rnx (1. 2%#'j^yh>, 2. 4%p 

■©X^X, 0. 5%^^UirP-;i/, 1 7mMU>mi;^U':>A, 7 2mM'J >^2;<j 
20 UC^A) (C^fi®b3 2'CT'2 0^Kb^^:•5^*Ufc. *%«?Sl Lj^ComW^M'b 
j^m\Z^KiMML. 2 0 OmlOl 0 OmM T t i smMM^m, pH9. OizM 

mu yuy9-':fu7.\zj:y)mvrc, i^mwrnizmmmo. i%\zf3i^^^-^vjL 
^uy^s.y^mmWi6 ovx-zmmmuv. m>\j'^m\z^^±m^miii^Lrco -a^^ 

T 5 0 it'i>:J^illC«J; OaMSrHITO, 1 0 OmM T r 

25 I smmmmm. pH9. oxnmMvrco^\z. 6 4vxi4mmiiaWimm\^^'L- 

^m\Z^Ki±m^mULrz. COUmmm^ Su perdex200 (T^v-^AA 

^Sr^JnbTM^HJJR^, 10 OmM TrisMil«, pH9. OXnmM 
bfzc mmmrnxmrnitl^tcS ephadex G-25 iT-^y^AJUt'^^X. 
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>X^m) ^^JV^M^u^h^yy^-rm^btco ?^^}c;i©Dn aK7^^^>h 
€: 2 O Xmamm^^^tS 1 0 0 mM T r i s ^i^M®^, p H 9 . 0 TM^-fk L 
;fcPhenyl Sepharose Fast F 1 o w (T'^v'^ AA^rttJ-'f 
x>;^ttl3) Ai' Dv h^77^ - t#^t 2 0 %~ 0 %mam^^o) u -7^^ 

BSA<hnative DnaK419-60 7 7^^/> ho:/Oyi^>^^ 

10 ^TS?^'71tHS5|5<D«M^;P:t=^^v^— tf (^^«&»mPEO - 13 1)^ 
BSA^fc«native Dn aK4 1 9 - 6 0 7 > hSr^tJP B 

U2^rz\tl Omg/m 1, native DnaK419-6077^^;>^>h{i 

15 y—^mmmo) 40-320 i^^-v^^^m^Y^^L. -en^'noii^ 1 0 0 m 1 

ISSrl^^b, 0. 0 2% Tween2 0^^tfPBSi^ffi?K2 0 0 M 1 Ti^ftUfec 
;^©i}fe?ti^f^^6lEl^0igLm ^<?5fe^?^^lXDI^Vifc, 1 0 0 1 ® 

xh^p<5^;i^^>5^v> (B i o-RadtfcM) 3 7t:TiE?t(Cl O^FhI 

20 -i >^=L^- h \^tc^. 1 N©fiSi? 1 0 0 jtt 1 ^»bM^&f?±Mt;ic:^fe$i^;fc. 
CKD^feJ^T-r i^nyi/- l>U-i5^-tTi&fi4 5 0 nm, irmS6 5 0 nmfCT 

^(^ISH^ill 5~H1 7}C^Lfc*^\ native DnaK4 19-6077 
^i^^>hf*BSA(^l/20 OiigT B S A t t ;^c» 
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5 A. ^>/'^^n<D72.ymmm^2^u ^n-^n^^zK^Tsym (d, 

E, K, H, R, Y) ti^TKftySym (G, A, V, L, I, M, F. W, P) (O 

C. 1 0 0^ScJ;D#<O75y^^0;5:So 

15 K : 

D. (1) 7j^U7.5^^>M'f Ay^-ri$'-:/u-h©^n-€^n®r>x;i'tc»^ 

Sl©^#<£:^;/S:T{^ffii5'>Ai?g (0. S-lmg/m 1 : 2 OmM Tris- 

Hc 1 (pH7. 0) \z.^m ^^immzmm.\^rz.^=i/^^7)\/'^^y (f r a 

c t ion V) ^»b, 2'C~1 0'C-r4~5Rtrayn>7^>i5^U, fl^^&^^^f 
20 ; 

(2) PBS (-) T-2 5-1 0 0{gf&f[bfcjE^khjfil?t<&^llPb, 3 
7'Cf3Tm#TOfibfc^{C, T^lx-h^^PBS (-) (0. 0 5%Tween2 0) 

(3) ^m^^brciat h I gGJn;#:^fflV:»T^#M«l{cyu-hlC®« 
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s-img/mi :PBs (-) \zmm ^^xj^mm\zmmvrz^i^!km7}V'f^> 

5 (Fraction V)\ZO. 0 5mg/m\ iZtJi^^v^MT^xm : 

(2) ±B^mk^^s\J7.^U>m9 6n-^-(i7n:/U-HZ^B't^X 

(3) ii^F^i, 2 5x:'vnmLrzm\z. mm^m^h. o. 02% tw 

een2 0S:"^trPBS'(-) i^mWt^xm: 

(5) %^-^'^-(^u-fV-V')-^-\zxm'&r^xn; 

15 4. m^-m.i(Di5mz^-oX7.^')-:z.yif-^nrz'fuy^yifm^^-t^mMu 
■:ruy^y!fm^y?'^^n^fz\tm^mm^yn!7m.'^hox. ^xmcom^xmz 

® : 

H. (1) ^ux5^i/>M<Ayi5'-ri$'-:/i/-h©-?-n^'n0':>x;Kcif5^ 
20 ^KD^kw^mtz.-tmm^yj'^^n (o. s-img/mi -.pbs (-) \z^w 

^^XSnmzm^\^rz^yiam7)V':f^y (Fraction V) ^mi\h. 2*0 

(2) 0. Q sms/rn\\zmn\^ti^)v^^'y'^—^mm.^mw\^. 3 

yrfCTl^rHlMLfc^t, :;^lx-h^PBS (-) (0. 05%Tween20) 

25 \zxmw-t^xm. ; 

(3) imm. 2 svxtkuvitmz. mm^w^Ls 0. 02% tw 

e e n 2 0 ^-^tf P B S (-) TWT^Xg ; 

(4) T-hy^^)v^y^i^ymm^mnL. 3 T'CT-o^^o.^-hu 
fern. iN(D^m^m-}xiLR}^^i^±mmzm^-^'tt^xm'. 
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(5) m^^'T^i7tt:fu-hv-y-\zxm^r^xm 

10 8. THSP 7 0775U-iS^>A°^^®J fi*T^^^^^M<hT-§)yO'>^> 
^^B^©|Rl± 1 75: iS7 > A 

1 1. Dn aKiS^>A-iJ^K©-|fU©75y^E^J$:^*U;fe^>/t:^K'rfeoT. 
ii>:^< t%)N*i«j&^6 3 8 7#a*T,^< t%>4 7 2#i^T©75 ymSB^JSrl^ 
*U/t j: i: S:#^i-r5if ^IS 8 fclHmo:/o >:;4^>i^M(D|S]± >A^®„ 
1 2. Dn aK37>A"^K©-g^®75yMia^J^^*Lfci5'>7ti:7gTa5c>T> 
20 i!>;^<it>N7|5iS^^e)3 8 7#@^T\#<.i:'b4 1 8#a^T'CD75 ymiB^JS:^ 

1 3. Dn aKi$^>Ai^®®4 1 9~6 0 7#B^"r©7a y^SBWe^^cSIt^ 

:^8{C|BtS(Di5'>A°^M 

14. ATPa s e FZ-f >t)L<«^©-gB^lt*b;^cDn aKi$^>Ai^K©- 

15. ATP a s e H^<>t)U< «-?-©-^^^*bfcD n aKi$' >A^K<D- 

^(DTs.ymmm^w^^vrz^y/'^^mx^'DX. 75 y ^#^4 7 9 a:4 a i©7 
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1 6. Dn aKi5'>/1:J7R©3 8 4~6 0 7 m^<D7 ym.Mm^^'fS.K) . 75/ 
i?#-%4 7 9 8 1 <D77s/-^y^>m^/VJ > MS| bfeW^3g 8 (Cf 3^0:^0 

5 17. lii^±<D^7KttFp^-f >'i:lJ^Jl±®it7jcttFp<'f >:^Wr?)7*a^:/^>^ffl 
i$'>A°iJ7KTfeoT> «7Ktth*^'r>«MJc®:»nItlT*0. llTKtt Fp^-T >/{>^*§g 

2 0. i57^@B3^JS:wr§;it;£#itii-5tt^]S2~i 9(D\,^-rni!)^zmm0^y 

15 2 1. i5^ii^@BWtX5^>?>i$'y, Vjl/h-X/K^x-OiJfyOx-fXMBP) 
if)V^^-tyS h7>X7x7-if (GST) F 1 ag^^, MyctJ^ 

2 2. 'fi*075/M^m^l)D$nfcC:i:^#ilt.i:-r§tt^:^2~l gov^m 
2 3. lf^^tl5:fflViTft5^:®2~2 2C9ViTn3&MlfaacDiS'>7^i/S^4^1-§ 

t ^mm.t'r^^yn!7W(D§EMi3mo 

t^mwL}ir^^y?'^!7no&Mi5m. 
25 2 5. iimiS' >/^i^s^figfe^ffi ^^xmM-m. 2-22 ©virm^fciafco?^ 

2 6. MXg^M^C:<i:^#mi-r-g)tt^:^2-2 2 0ViTn;(»^iC|B«O!)i$7>/1 

2 7. m^T^2'^2 2m^'fnti^\zmmod^yni7m.^':/uy^y^. ^^-fb. JK 
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7:t-;vx^>^^MK). U7:^— mmmzmm 
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SEQUENCE LISTING 
<110> Toyo Boseki Kabushiki Kaisya 
<120> yn-/^r>^j'»®iS]±bfc^>;^i^K 
<130> 0400i2PCl 
<160> 16 

<170> Patentin version 2. 1 

<210> 1 
<211> 638 
<212> PRT 

<213> Escherichia coli 
<400> 1 

Met Gly Lys lie lie Gly He Asp Leu Gly Thr Thr Asn Ser Cys Val 

1 5 10 ■ 15 

Ala He Met Asp Gly Thr Thr Pro Arg Val Leu Glu Asn Ala Glu Gly 

20 25 30 

Asp Arg Thr Thr Pro Ser He He Ala Tyr Thr Gin Asp Gly Glu Thr 

35 40 45 

Leu Val Gly Gin Pro Ala Lys Arg Gin Ala Val Thr Asn Pro Gin Asn 

50 55 60 

Thr Leu Phe Ala He Lys Arg Leu He Gly Arg Arg Phe Gin Asp Glu 
65 70 75 80 

Glu Yal Gin Arg Asp Val Ser He Met Pro Phe Lys He He Ala Ala 

85 90 95 

Asp Asn Gly Asp Ala Trp Val Glu Val Lys Gly Gin Lys Met Ala Pro 

100 105 110 

Pro Gin He Ser Ala Glu Val Leu Lys Lys Met Lys Lys Thr Ala Glu 
115 120 125 
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Asp Tyr Leu Gly Glu Pro Val Thr Glu Ala Val lie Thr Val Pro Ala 

130 135 140 

Tyr Phe Asn Asp Ala Gin Arg Gin Ala Thr Lys Asp Ala Gly Arg He 
145 150 155 160 

Ala Gly Leu Glu Val Lys Arg He He Asn Glu Pro Thr Ala Ala Ala 

165 170 175 

Leu Ala Tyr Gly Leu Asp Lys Gly Thr Gly Asn Arg Thr He Ala Val 

180 185 190 

Tyr Asp Leu Gly Gly Gly Thr Phe Asp He Ser He He Glu He Asp 

195 200 205 

Glu Val Asp Gly Glu Lys Thr Phe Glu Val Leu Ala Thr Asn Gly Asp 

210 215 220 

Thr His Leu Gly Gly Glu Asp Phe Asp Ser Arg Leu He Asn Tyr Leu 
225 230 235 240 

Val Glu Glu Phe Lys Lys Asp Gin Gly lie Asp Leu Arg Asn Asp Pro 

245 250 255 

Leu Ala Met Gin Arg Leu Lys Glu Ala Ala Glu Lys Ala Lys He Glu 

260 265 270 

Leu Ser Ser Ala Gin Gin Thr Asp Val Asn Leu Pro Tyr He Thr Ala 

275 280 285 

Asp Ala Thr Gly Pro Lys His Met Asn He Lys Val Thr Arg Ala Lys 

290 295 300 

Leu Glu Ser Leu Val Glu Asp Leu Val Asn Arg Ser He Glu Pro Leu 
305 310 315 320 

Lys Val Ala Leu Gin Asp Ala Gly Leu Ser Val Ser Asp He Asp Asp 

325 330 335 

Val He Leu Val Gly Gly Gin Thr Arg Met Pro Met Val Gin Lys Lys 

340 345 350 

Val Ala Glu Phe Phe Gly Lys Glu Pro Arg Lys Asp Val Asn Pro Asp 
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355 360 365 

Glu Ala Val Ala He Gly Ala Ala Yal Gin Gly Gly Val Leu Thr Gly 

370 375 380 

Asp Val Lys Asp Val Leu Leu Leu Asp Val Thr Pro Leu Ser Leu Gly 
385 390 395 400 

He Glu Thr Met Gly Gly Val Met Thr Thr Leu He Ala Lys Asn Thr 

405 410 415 

Thr He Pro Thr Lys His Ser Gin Val Phe Ser Thr Ala Glu Asp Asn 

420 425 430 

Gin Ser Ala Val Thr He His Val Leu Gin Gly Glu Arg Lys Arg Ala 

435 440 445 

Ala Asp Asn Lys Ser Leu Gly Gin Phe Asn Leu Asp Gly He Asn Pro 

450 455 460 

Ala Pro Arg Gly Met Pro Gin He Glu Val Thr Phe Asp He Asp Ala 
465 470 475 480 

Asp Gly He Leu His Val Ser Ala Lys Asp Lys Asn Ser Gly Lys Glu 

485 490 495 

Gin Lys He Thr He Lys Ala Ser Ser Gly Leu Asn Glu Asp Glu He 

500 505 510 

Gin Lys Met Val Arg Asp Ala Glu Ala Asn Ala Glu Ala Asp Arg Lys 

515 520 525 

Phe Glu Glu Leu Val Gin Thr Arg Asn Gin Gly Asp His Leu Leu His 

530 535 540 

Ser Thr Arg Lys Gin Val Glu Glu Ala Gly Asp Lys Leu Pro Ala Asp 
545 550 555 560 

Asp Lys Thr Ala He Glu Ser Ala Leu Thr Ala Leu Glu Thr Ala Leu 

565 570 575 

Lys Gly Glu Asp Lys Ala Ala He Glu Ala Lys Met Gin Glu Leu Ala 
580 585 590 
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Gin Val Ser Gin Lys Leu Met Glu He Ala Gin Gin Gin His Ala Gin 

595 600 605 

Gin Gin Thr Ala Gly Ala Asp Ala Ser Ala Asn Asn Ala Lys Asp Asp 

610 615 620 

Asp Val Val Asp Ala Glu Phe Glu Glu Val Lys Asp Lys Lys 
625 630 635 



<210> 2 










<211> 1917 










<212> DNA. 










<213> Escherichia coli 








<400> 2 










atgggtaaaa 


taattggtat cgacctgggt actaccaact 


cttgtgtagc 


gattatggat 


60 


,ggcaccactc 


ctcgcgtgct ggagaacgcc gaaggcgatc 


gcaccacgcc 


ttctatcatt 


120 


gcctataccc 


aggatggtga aactctagtt ggtcagccgg 


ctaaacgtca 


ggcagtgacg 


180 


aacccgcaaa 


acactctgtt tgcgattaaa cgcctgattg 


gtcgccgctt 


ccaggacgaa 


240 


gaagtacagc 


gtgatgtttc catcatgccg ttcaaaatta 


ttgctgctga 


taacggcgac 


300 


gcatgggtcg 


aagttaaagg ccagaaaatg gcaccgccgc 


agatttctgc 


tgaagfBctg 


360 


aaaaaaatga 


agaaaaccgc tgaagattac ctgggtgaac 


cggtaactga 


agctgttatc 


420 


accgtaccgg 


catactttaa cgatgctcag cgtcaggcaa 


ccaaagacgc 


aggccgtatc 


480 


gctggtctgg 


aagtaaaacg tatcatcaac gaaccgaccg 


cagctgcgct 


ggcttacggt 


540 


ctggacaaag 


gcactggcaa ccgtactatc gcggtttatg 


acctgggtgg 


tggtactttc 


600 


gatatttcta 


ttatcgaaat cgacgaagtt gacggcgaaa 


aaaccttcga 


agttctggca 


660 


accaacggtg 


atacccacct ggggggtgaa gacttcgaca 


gccgtctgat 


caactatctg 


720 


gttgaagaat 


tcaagaaaga tcagggcatt gacctgcgca 


acgatccgct 


ggcaatgcag 


780 


cgcctgaaag 


aagcggcaga aaaagcgaaa atcgaactgt 


cttccgctca 


gcagaccgac 


840 


gttaacctgc 


catacatcac tgcagacgcg accggtccga 


aacacatgaa 


catcaaagtg 


900 


actcgtgcga 


aactggaaag cctggttgaa gatctggtaa 


accgttccat 


tgagccgctg 


960 


aaagttgcac 


tgcaggacgc tggcctgtcc gtatctgata 


tcgacgacgt 


tatcctcgtt 


1020 
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ggtggtcaga ctcgtatgcc aatggttcag 
ccgcgtaaag acgttaaccc ggacgaagct 
gttctgactg gtgacgtaaa agacgtactg 
atcgaaacca tgggcggtgt gatgacgacg 
aagcacagcc aggtgttctc taccgctgaa 
ctgcagggtg aacgtaaacg tgcggctgat 
ggtatcaacc cggcaccgcg cggcatgccg 
gacggtatcc tgcacgtttc cgcgaaagat 
atcaaggctt cttctggtct gaacgaagat 
gctaaicgccg aagctgaccg taagtttgaa 
catctgctgc acagcacccg taagcaggtt 
gacaaaactg ctatcgagtc tgcgctgact 
aaagccgcta tcgaagcgaa aatgcaggaa 
atcgcccagc agcaacatgc ccagcagcag 
gcgaaagatg acgatgttgt cgacgctgaa 

<210> 3 
<211> 55 
<212> DNA 

<213> synthetic DNA 
<400> 3 

gcggatccat cgagggtaga ggtgacgtaa 

<210> 4 
<211> 27 
<212> DNA 

<213> synthetic DNA 
<400> 4 

ttattttttg tctttgactt cttcaaattc 
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aagaaagttg 


ctgagttctt 


tggtaaagag 


1080 


gtagcaatcg 


gtgctgctgt 


tcagggtggt 


1140 


ctgctggacg 


ttaccccgct 


gtctctgggt 


1200 


ctgatcgcga 


aaaacaccac 


tatcccgacc 


1260 


gacaaccagt 


ctgcggtaac 


catccatgtg 


1320 


aacaaatctc 


tgggtcagtt 


caacctagat 


1380 


cagatcgaag 


ttaccttcga 


tatcgatgct 


1440 


aaaaacagcg 


gtaaagagca 


gaagatcacc 


1500 


gaaatccaga 


aaatggtacg 


cgacgcagaa 


1560 


gagctggtac 


agactcgcaa 


ccagggcgac 


1620 


gaagaagcag 


gcgacaaact 


gccggctgac 


1680 


gcactggaaa 


ctgctctgaa 


aggtgaagac 


1740 


ctggcacagg 


tttcccagaa 


actgatggaa 


1800 


actgccggtg 


ctgatgcttc 


tgcaaacaac 


1860 


tttgaagaag 


tcaaagacaa 


aaaataa 


1917 


aagacgtact 


gctgctggac 


gttac 55 





age 33 
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<210> 5 

<211> 30 
<212> DNA 

<213> synthetic DNA 
<400> 5 

gccggctgac gactaaactg ctatcgagtc 30 

<210> 6 
<211> 30 
<212> DNA 

<213> synthetic DNA 
<400> 6 

gactcgatag cagtttagtc gtcagccggc 30 

<210> 7 
<211> 27 
<212> DNA 

<213> synthetic DNA 
<400> 7 

tgctctgaaa ggttaagaca aagccgctat 27 

<210> 8 
<211> 27 

<212> DNA 

<213> synthetic DNA 
<400> 8 

atagcggctt tgtcttaacc tttcagagca 27 



<210> 9 
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<211> 30 

<212> DNA 

<213> synthetic DNA 
<400> 9 

gcagcaacat gcctaacagc agactgccgg 30 



<210> 10 
<211> 30 
<212> DNA 

<213> synthetic DNA 
<400> 10 

ccggcagtct gctgttaggc atgttgctgc 30 



<210> 11 
<211> 30 
<212> DNA 

<213> synthetic DNA 
<400> 11 

ccttcgatat cgttgctgtc ggtatcctgc 30 



<210> 12 
<211> 30 
<212> DNA 

<213> synthetic DNA 
<400> 12 

gcaggatacc gacagcaacg atatcgaagg 30 



<210> 13 
<211> 27 
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<212> DNA 

<213> synthetic DNA 
<400> 13 

tctggatcca acgaagatga aatccag 27 

<210> 14 

<2Il> 30 
<212> DNA 

<213> synthetic DNA 
<400> 14 

gcggatccgc tgaccgtaag tttgaagagc 30 

<210> 15 
<211> 29 
<212> DNA 

<213> synthetic DNA 
<400> 15 

ccggatcccc gaccaagcac agccaggtg 30 

<210> 16 
<211> 29 
<212> DNA 

<213> synthetic DNA 

<400> 16 

attaactatg agaggatccc atcaccatc 29 



<210> 17 
<2I1> 29 
<212> DNA 
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<213> synthetic DNA 
<400> 17 

gatggtgatg ggatcctctc atagttaat 29 
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Box No. in Observations where unity of invention is lacking (Continuation of item 3 of first sheet) 



This International Searching Authority found multiple mventions in this international application, as follows: 
(See extra sheet.) 



As all required additional search fees were timely paid by die applicant, this international search report covers all searchable 
claims. 

As all searchable claims could be searched without effort justifying an additional fee, this Authority did not invite payment of 

any additionaJ fee. 

As only some of the required additional search fees were timely paid by the applicant, this international search report covers 
only those claims for whidi fees were paid, specifically claims Nos.: 



^' [E] No required additional search fees were timely paid by the applicant Consequentiy, this international search report is 
restricted to die invention first mentioned m the claims; it is covered by claims Nos.: 
1 to 7* 



Remark on Protest Q Tjjg additional search fees were accompanied by the applicant's protest 

□ No protest accompanied the payment of additional search fees. 
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The inventions as set forth in claims 2 to 4 relate to arbitrary proteins 
obtained by the screening method according to claim 1 and, further, 
fulfilling specific requirements. 

The inventions as set forth in claims 5 to 7 relate to arbitrary proteins 
fulfilling the requirements A to C as set forth in claim 1, 

However, only several examples of the proteins as set forth in claims 
2 to 7 are presented in the description. Thus, claims 2 to 7 are neither 
supported by the description nor disclosed therein. Even though the 
common technical knowledge at the point of the application is taken into 
consideration, it is completely unknown what compounds falls under the 
category thereof and what are not. 

Such being the case, no meaningful search can be made on the inventions 
as set forth in the above claims. 



Continuation of Box No. Ill of continuation of first sheet (2) 

Claim 1 is an independent claim relating to a method of screening 
a protein or a partial sequence protein having a blocking ability based 
on amino acid sequence data that fulfills specific requirements. 

Claim 8 is an independent" claim relating to a protein originating 
in ''HSP70 family protein" and achieving an improved blocking efficiency. 

Claim 17 is an independent claim relating to a protein for blocking 
which is a protein for blocking having at least one hydrophilic. domain 
and at least one hydrophobic domain and in which the hydrophobic domain 
can be adsorbed by a container wall and the hydrophilic domain can coat 
the hydrophobic domain adsorbed by the container wall. 

The claim 18 is an independent claim relating to a modified protein 
having a blocking speed elevated compared with BSA. 

As the results of the search, however, it is found out that a protein 
having a blocking ability is not novel since such proteins have already 
been disclosed by JP 6-66803 A (Becton Dickinson and Co.), 11 March, 
1994 (11.03.94), Peterfi* Z, Kocsis B, ^^Comparison of blocking agents 
for an ELISA for LPS", J. Immunoassay, 2000 November, 21(4), pages 341 
to 54. 

As a result, the protein having a blocking ability falls within the 
category of prior art and, therefore, this common matter is not a special 
technical feature in the meaning within the second sentence of PCT Rule 
13.2. 

Accordingly, there is no matter common to the independent claims 1, 
8, 17 and 18. 

Since there is no matter common to the independent claims 1, 8, 17 
and 18 seemingly being a special technical feature in the meaning within 
the second sentence of PCT Rule 13.2, no technical relevancy can be found 
in the meaning within PCT Rule 13 among these inventions differing from 
each other. 

Such being the case, it is obvious that the independent claims 1, 
8, 17 and 18 do not comply with the requirement of unity of invention. 
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